ABSTRACT
. Table 2 . The cells were grown anaerobically (10% CO 2 , 10% H 2 , 80% N 2 ) at 37˚C in    enriched brain heart infusion medium supplemented with vitamin K 1 (1 µg/ml) and hemin  (5 µg/ml). For maintenance of KDP136, erythromycin (10 µg/ml) was added to the  medium. For maintenance of the other antibiotic-resistant strains of P. gingivalis,  erythromycin (10 µg/ml) and ampicillin (10 µg/ml) were added to the medium. For  reporter cell stimulation experiments, the microorganisms were harvested by centrifugation,  washed three times with distilled water, and freeze-dried.
 
Purification of the cell surface component from KDP136.
 
The cell surface component of KDP136 was partially purified as described  previously (8). Then further purification was carried by gel filtration chromatography  (Superose 6 gel filtration column, 1.0 cm × 30 cm, 24 ml column volume) at a flow rate of  0.4 ml/min with 50 mM potassium phosphate buffer (pH 7.4) containing 0.05% CHAPS  and 0.5 M NaCl. Proteins in each fraction were analyzed by SDS-PAGE, and the activity  of each fraction to induce NF-B activation was determined using 7.19 reporter cells. P. gingivalis at mid-log phase was subjected to the following fractionation as  described previously (12). Briefly, the cells were harvested by centrifugation at 10,000 × 

The bacterial cell surface components of P. gingivalis KDP136 extracted with Triton  X-114 were subjected to ion exchange chromatography as described previously (8). They (Fig. 2) .

Western blot analyses were performed using mouse antiserum that was obtained by  immunization of the Triton X-114-extracted bacterial cell surface components and could  effectively inhibit NF-B activation in 7.19 cells stimulated with KDP136. The antiserum  reacted to the 123-kDa protein but not to the 43-kDa protein (Fig. 1B) Fig. 3A Fig. 4A and B) . Cells of strain KDP377 showed a much lower level of NF-B  activation than did cells of strain KDP136 (Fig. 4C) . Cells of strains KDP378 and  KDP379 induced the same levels of CD25 expression as that induced by cells of strain  KDP136 ( Fig. 4D and E) . These results indicated that GslA was essential for the  activation of NF-B in 7.19 cells.
 

Western blot and inhibition assay by polyclonal antibody against recombinant

GslA protein.
  
A polyclonal antibody against the recombinant protein encoded by the 5'-terminal  1/3 region of gslA was raised, and Western blot analysis was performed using this antibody.

The antibody reacted to the 123-kDa protein in the whole cell lysates of ATCC 33277 and  KDP136, but there were no protein bands in the lysate of KDP377. In addition, the lysate  of KDP136 contained a much larger amount of the 123-kDa protein than that in the lysate  of ATCC 33277. Similar results were obtained when outer membrane fractions were used.

These results confirmed the identity of the 123-kDa protein and gslA product ( (TTTTATAA) was deleted in the W83 genome (Fig. 6A) . To investigate the presence of  gslA in other P. gingivalis strains, Southern blot analysis was performed. Three probes for  gslA hybridized to the genomic DNA from P. gingivalis strains ATCC 33277, TDC117,  TDC275, and SU63, but not to those from strains W83, TDC60, and GAI-7802 (Fig. 6B) . 
